As sister cells did not display a tendency to share the same fate in our assay, we set 24 forward to further investigate the potential absence of epigenetic factors and 25 predisposition factors governing survival in our assay.
27
In a first step, we investigated whether the observed intermicrocolony variation could be 28 caused by differentiation events occurring before cells were placed on the agarose pad Given the limited number of monitored microcolonies (n = 29), we set forward to examine 45 these findings further using a set of complementary approaches. We first employed 46 bootstrapping to assess the potential variability in average microcolony level survival. To 47 this end, we generated 10 000 bootstrap samples by sampling with replacement from our Figure S1C ). Together, these findings again suggest that average microcolony level 57 survival is not significantly affected by epigenetically inherited factors predating the 58 beginning of TLFM recording, as these would give rise to highly variable, non-normal 59 microcolony survival frequencies.
61
We also examined whether any of the variability in survival frequency could be attributed 62 to a measurable property of the microcolonies. To this end, we looked for potential 63 correlations as these would allow us to identify possible determinants of increased or 64 decreased survival frequencies. However, only microcolony growth rate, expressed in 65 terms of area increase, appeared to marginally correlate with average survival within 66 microcolonies (Pearson's r = 0.3932, p-value = 3.77 x 10 -2 ), with slower microcolony 67 growth rates leading to slightly increased cellular survival ( Figure S1D ). Other attributes,
68
such as the total number of cells or the area of the microcolony, did not correlate with 69 4 cellular survival frequency, altogether indicating that no major survival determinant was 70 active on the microcolony level ( Figure S1D ).
72
Besides variation between microcolonies, we also investigated whether epigenetically (Fig. S1D ), slower growth rates leading to 123 increased chances of survival (Fig. S2B ). This effect, however, appeared rather small and 124 would in no way be able to explain all the observed variability in survival. Shapiro-Wilk and Anderson-Darling tests for normality were performed in MATLAB.
149
Quantile-quantile plot illustrating potential normality was generated using the built-in 150 MATLAB qqplot function. (> 10 µm) were excluded from the analysis due to their tendency to give aberrant results.
325
The bisector is shown as a dashed orange line. 
